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Figure 1 



1A mnt-1 vs 
wild-type seeds 




1B Seed weight vs no. 
seeds per pod in mnt-1 
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1C Maternal effect of mnt-1 mutation 
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2B Cell number and size in w.t. and 
mnt-1 integuments 
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Figure 3 

Chafazai endosperm 
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Figure 5 

Allelism of mnt-1 and Salk insertion line 108995 



Col-3w.t. mnt-1 Salk 108995 homozygote 




F1 mnt-1 X Salk 108995 
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Figure 6 

Alignment of w.t. MNT and mutant mnt-1 cDNA 



MNT 



20 



40 



60 



RT GGGGHGTT CGG&GGTTT GIffiT GJOfflGGTiUIT CGT GG JkGGJlGJiT j&ILGTTCT CCT CCT GT 



mnt-1 



so 



loo 



120 



GTTTTilGTGJkCCCTimGG^G&CT^^ 

GTTTTJySTG-kCCCTJ^GG 



140 



160 



ret 



TTCTACGCG^TCCGCTGCGGGTGJkGGGITGCTTirGGaGGCTG^GGCTGGTCTTT^G^G 
aATTCT^GCCGiLTCCGGTGCGGGTGaGGGTGCTTirGGAGGCTGJlGGGirGGTCTTT^CBG; 



180 

1 



200 



220 



240 



JiGCTB.TGGGB L CGCTTGTGCTGGTCCGCT!rGTGBGGGTTCCTJlGaC^GB.GG3iCCGJ\G!rG 
^GCTikTGGGJLCGCTTGTGGTGGTGGGGTITGTGBCGGirTCCT^G^LGailGaCG^CCGaGTC 



260 



280 



TCTJkTTTTGCTCJ^GG3lCaGATCG^GCaGGTGG^GGCTTGG^CG3mGGaGGCGGCJLG 
TCTATTTTGCTCiaGGJiCHCS^TGGJLGC^GGTGGJkGGGTTCGJ^GG^CCJlGGCGGCIlG; 



300 
33 



320 



340 



360 



^imCIkGMGCCTGTCTikTGaTGra 

BACAGKE GCCT GT CTST GBTCTT CCGT Cj&SJLGCTTCT CT GTCGILGTTIIT T AST GTlkGWO 




380 



400 



420 



&G^cjkGia:MmG^ 

SjGGC^IiTlkC&GAT^^ 



440 



460 



480 



Pi 



iT CBi^G3IGGS.GJlLa!r GC JkBTT GHGAB3lGSBGGGCCTCT!r CCT CC&CGTCCG^GGTITCCAG 
IT CiOkGJLCG JtGil&T GCjMT T GJ^GJy^GBJkGGGCCTGTTCGTCCJICCTCCGfiLGGir TCCIkG 



500 



520 



540 



TGCJkTTCGTTCTGCIL^yy^CTTG^CT 

T GCIkTT CGT TCT GCIlJy&IkCCTT Gj&CT GGHTCCGBG&C3lB.GTJiC3kGST GGT GG&TTTTCT 
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560 



580 



600 



T T CT T AGGCG AC AT GCGG AT G AAT GT CT CCC ACCT CT GG AT AT GT CT CG AC AGCCT CCC 
TTCTTAGGCGaC^TGCGGjOTG^TGTGTCCGACCTGTGG^ATGTCTCGilCaGCCTCCC 



620 



640 



660 



ACTCAAGAGTTAGTTGCAAAGGATTTGCATGCAAATGAGTGGCGATTCAGAC^^ 

ACT CAAGAGTTAGTT GCAAAGGATTTGCATGCAAATGAGTGGCGATTCAGACATATATTC 



680 



100 



2GGGGT C AACCACGGAGGCATTT GCTACAGAGT GGGT GGAGTGT GTTT GTT AGCT C 
GGGGT C AACC ACGG AGGC AT TT GCTACAGAGT GGGT GG AGT GT GT T T GT T AGCTCC 



720 



740 



760 



7 80 



AGGCTAGTTGCAGGCGATGGGTTTATATTTCTAAGGGGCGAGAATGGAGAATTAAGAGTT 
AGGCT AGTT GCAGGCGAT GGGTT T AT ATTT CT AAGGGGCGAGAAT GGAGAAT T AAGAGTT 



800 



820 



840 



JGTGTJaGGCGTGCGOTGCGACimGM.GGaaaCGTGCCGTCTTCTGTT^TSTCTAGGGBT 
GT GT AAGGCGT GCGAT GCGAC AAC AAGG A£ACGT GCCGT CT T CT GTTATAT CT AGCC AT 



860 



880 



900 



iGGAT GCfiT CTT GGAGT ACTGGCCACCGCATGGCAT GCC AT TTCAACAGGGACTAT GTTT 
G CUT GC AT CTT GGAGT ACT GGCC ACCGC AT GGG AT GCC ATT T C AAGAGGGACT AT GTTT 



920 



940 



960 



iCAGT CT AGT ACAAACCCAGGACGAGCCCAT GT GAGTTT ATT GT T CCGTTCGATCAGT AT 
CAGTCTACTACAAACCCAGGACGAGCCCATCTGAGTTTATTGTTGCGTTCGATCAGTAT 



980 



1000 



1020 



SGGAGTCTGTTAAGAATAACTACTGTATTGGGATGAGATTCAAAAT^AGATTTGAAGGC 
CTGGAGTCTGTTAAGAATAACTAGTCTATTGGCATGAGATTCAAAATGAGATTTGAAGGC 



1040 



1060 



1080 



JAAGAGGCTCGTGAGCAGAGGTTTACTGGCACAATCGTTGGGATTGAAGAGTCTGATCCT 
AAGAGGCTCCTGAGGAGAGGTTTACTGGCAGAATCGTTGGGATTGAAGAGTCTGATCCT 



1100 



1120 



1140 



ACT AGGT GGCCAAAAT CA&AGT GGAGATCCCTCAAGGT GAGAT GGGATGAGACTTGT AGT 
ACTAGGTGGCCAAAATCAaAGTGGAGATGCCTCAAGGTGAGATGGGATGAGACTTCTAGT 
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1160 



1180 



1200 



ITT CCT CGACCT GATAG AGT ATCT CCGT GG AAAGT AGAGCCAGCT CT T GCT CCT CCT GCT 



1220 



1240 



1260 



. T GAGT CCT GT T CCAAT GCCT AGGCCT AAGAGGCCCAG AT CAAAT AT AGCACCT T CUT CT 
? T GAGT CCT GT T CCAAT GCCT AGGCCT AAGAGGCCCAGATCAAAT AT AGCACCTT CAT CT 



1280 



1300 



CTGACTCTTCGATGCTTACCAGAGAAGGTACAACTAAGGCAAACATGGACCC^ 
ZGT G ACT CT T CG AT GCT T ACCAGAG AAGGT AC AACT AAGGC AAACAT GG AGCCT T TIkCC 



1320 

I 



1340 



1360 



1380 



CAAGCGG ACT T T CAAGGGT CTT GCAAGGT C AAG AAT ACT CGACCT T GAGGACGAAACAT 
ICAAGCGGACTT T CAAGGGTCTT GCAAGGT CAAGAAT ACT CGACCT T GAGGACGAAACAT 



1400 



1420 



1440 



.CT G AG AGT GT AG AGT GT GAT GCT CCT G AGAAT T CT GT T GT CT GGCAAT CT T CAGCGG AT 
CT GAG AGT GT AG AGT GT GIST GCT CCT G AGAAT T CT GTT GT CT GGCAAT CT T CAGCGGAT 



1460 



1480 



1500 



* AT GAT AAGGT T GACGT GGT T T CGGGT T CT AGAAGAT AT GG AT CT GAG AACT GGAT GT CC 
JBTGSTJmGGTTGllCGTGGTTTCGGGTTCTAG^GSTBTGGSTCTG^GjmCTGGATGTCC 



1520 



1540 



1560 



? CAGCCAGGCAT GAACGT ACTT ACACAGAT TT GCT CTCCGGCT TT GGGACT AACAT AGAT 
, C^GCCAGGCaTGBB L CGTaCTT3lCB,CAG&TTTGCTCTCCGGCTTTGGGACTaSLCATaGJIT 



15S0 



1600 



>C5kTCCC AT GGTC&GCGGJkTJkCCTTTTTBTG 
SCATCCCATGGTCAGCGGATACCTTTTTATGACCA^ 



1620 

1 



3? 



1640 



1660 



1680 



GAGAATCTT GAGT GAT T CAGAAGGCAAGTTCGATTATCTT GCT AACCAGT GGCAGAT G 
GAGAATCTTGAGTGATTCAGAAGGCAAGTTCGATTATCTTGCTAACCAGTGGCAGBTG 



17 00 



1720 



17 40 



TACACTCTGGTGTCTCCCTGAAGTTACATGAATCTCCTAAGGTACCTGCAGCAACTGAT 
ATACACTCTGGTCTCTCCCTGBAGTTACATGAATCTCCTAAGGTACCTGCAGCAACTGAT 
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17 60 



17 80 



1800 



CGT CT CT CCIOIGGGCGJLT GC JkffiF GT TjyOkTJkCBGCGjyiTilT CGT GT T CTT B3kT GGT CT 
rCGT CTCT CCIL&GGGCGikT GCMT GTT3LWITIkCBGCG3UiTILT CCT GT T CT T j&BT GGT CT 



1820 



1840 



1860 



. CG&CT G&GJkJkT GCT GGTGGTIL?LCT GGCCJyiTJkCGT CCBGGT GCT TT G2U1TT JkTT&T G&G 
? CGBCT GJLG21M? GCT GGT GGT IfflCT GGCCJffiTIkCGT CCILCGT GCT TT G2UlTTiH? T 21T GAG 



1880 



1900 



1920 



M&GT GGTCJLST GCTC&3kGCGCJk&GCT CAGGCT^GGGJlGCM.GT^CaaaaCJkaCCCTTC 
&AGT GGTCB3£TGCTCimGC^ 



1940 



1960 



1980 



CG&T&CJyiJSmGGHG&CJi^ 
.CGJkTi^CiyiGllGG 



2000 



2020 



2040 



TG^CIlJkCMCIlJrG^TGGGii^^ 
2TG2y3C2fflC2mC3^G^TGGG 



2060 



2080 



2100 



GTGCGGGGCTT:MmC3kGOT?:&GC2lTC&^ 
CT GCGGGGGTimGJyS&G^ 



2120 



2140 



2160 



GGT CiyyilkT CJOy^J^fflCGHT C&T CGT GJffiCIkGGGJ^M^&CCIITT CCJkGIkCT j&STj&ST CCT 
GGT ClkSJkST Ca?LGS3^CGB.T GST CGT GB^C^GGGJOkGIkCCBLTT CCBGBCTSlkT^STCCT 



2180 



2200 



2220 



2iCTCCG3yM£G&TGCTC^ 

1X1 CCGiyiGGHkT GCT CJIBlLGGB3i3yiGGBJi.CT CMIGT JIGG31.GTT GCSCIOyiGGTT C&C&JkG 



2240 



2260 



■&GGG2UiTTGC3^TTGGCCGTTC;a^^ 
mGGGJykTTGC&GTTGGCGGTTCJlGTGGM^^ 



2280 

I 



2300 



2320 



2340 



TCGCTGaGCTGGmC^GGCTGTTTGSGTTCSBTGGJiGBGTTG^GGCTCCTBaGSBaG^ 
STCGCTGIkGCTGG33C^GGCTGTTTG3l^^^ 
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2360 



2380 



2400 



! GGTT GMB.GTTTIkCJkC3lG2lTGimG3iG3mTGaT HTGATGCTTGTT GGTG&CG&TCCTT GG 
1 GGT T G BT &GT T TIlC&C2iGilT G3y^G21G JffiT GJkTJM? GAT GCT T GT T GGT G31CGBTCCT T GG 



2420 



2440 



2460 



S2LGGEGT TTTGTT GC&T GGT T CGCSJUkST CT T CM?S!TS.C31CG AMlGAGG A^GIT GikGGJLBG 
"JLGGIkGT TTT GTT GC&T GGTT CGCSJOmTCTTCIkT ATJkC&CG JffiZy^&GGJOkGT GRGGR&G 



2480 



2500 



2520 



ATGAACCCGGGGACTTTAAGCTGTAGGAGCGAGGAAGAAGCAGTTGTTGGGGAAGGATC 
ATGAACCCGGGGAGTTTAAGCTGTAGGAGCGAGGAaGAAGCAGTTGTlGGGGAAGGATCJ 



2540 



2560 



2580 



GAT GC AAAGGACGCC AAGT CT GC AT C AAAT CCTT C ATT GT CC AGCGCT GGG AACT CT T AA 
GATGCAAAGGACGCCAAGTCTGCATCAAATCCTTCATTGTCCAGCGCTGGGAACTCTTAA 
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Figure 7 

Alignment of w.t. MNT and mutant mnt-1 protein 



MNT 



20 



40 



S SEVSMKGHRGGDNFS S S GF SDPKETRNV S YilGE GQK SN S TRSjyyiERMLDPEifL&IjY 
S SE¥SMKGNRGGBNFS S SGFSDPKETRHVS VAGEGQKSHSTRSSaaEEBLBPE JffiLY 



mnt-1 



60 



80 



100 



120 



EIMHIICBGP LYT VP RQBDR¥F YFP QGHIE QVE&S JkBE QQMPILYBIjP SKLIjCRVIHVB 
EILWH&Ci^PiYTYPRQBBRVF^PQGH^ 




* 200 * 220 * 240 







* 500 * 520 * 540 

DDK?DV¥ SGSRRYGSENtiMS SMLHEPTYTDLiSGFGTNIDP SHGQRIPFYDHS S SP SMP A 




WO 2005/085453 



PCT/GB2005/000857 



13/51 



620 



640 



660 
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Figure 8 

Alignment of MNT and BnARF2 cDNA 

MNT 



T GGCG&GTT CGGUGGT T T C 
kTGGCGMZTTCGGMGGTTTC 




BnARF2 



80 





GTG&CCC, 




JkCj 




GTG&CCC 


B 





100 



rAGAAATSTCTCC! 



120 




140 



160 



180 





Ann 



ji on 



me 



500 



520 



540 





^C3iCSB.GIC JLCJkCST GGT GGJUEICH 
JiCna^GTMCIiain}GGTGGB3}TT 



WO 2005/085453 



PCT/GB2005/000857 



15/51 



560 



580 



600 




]I1T GCGG AT GAAT GT CT CCC ACCT CT GGAT AT GT C 
DAT GCGG AT GMT GTCT CCCACCT CT GGAT AT GT C 




620 



660 



AGTGGCG| 
AGTGGCG 




720 




740 



760 



780 




T{3&CAGGCGATGC|p^ 

T§&CAGGCGATGcilTTTATAT^ 





960 



BTCAG 
ATCAG 



980 




1000 * 




tgagatittg: 
tgagatttg 



1020 

1 



1040 



1060 



GrrGAaGaGGCTCC^AGCaGAGGTTTaCTGGCaiCaaTCGTTGGGaTTGjaaG 




1100 



1120 



1140 

ISST.T5 




^bastc; 




GGAGJ^OCCTCAAGGT 3 
GGAGATCCCTCAAGGTj 
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1160 



kGTB-T T CCT CGgCCT GUT&G AGT&T C 
.GT&TT CCT GgScCT GUTJkG AQD? ST G 




1180 



1200 



JkG JIGCC JkGCT CTT 



ra 






128 0 



1300 



1320 




1340 




1360 




* 1400 * 1420 * 1440 




1500 




1S60 





* 1700 * 1120 * 1740 
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1980 




CST T C CT CT G 
CJkTTCCTCTG 



iTGl 



2000 



came 



2020 




GircTJcaGAGjyyicsa 



2040 



2060 



2080 



2100 






2120 * 



2140 




BCCSITTCC 



2160 




2180 



2200 



2220 





2240 



TGCB.CTTGGCCG 
ITlTGCikCTT GGCCG 



2260 




2280 



CTj&TG 
CTILTG 




2320 



2340 



GGCTGITITirG^GirirCjy^GG^G^GirTGJCTGGCTCCT 
GGCTGiriTirG^GTirCJaSTGG^Ga.GTTGSTGGCTCCTB 
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2360 * 2380 * 2400 



tGSJUlGATir GGQT GHH RGTTTHGHCHGm! GJ^^G^GJfflT G&T&T GIT GCTTGT1T GGjJgIICG 
.G2aAGATT GG^TGATAGTTT^CaCTkGaiC G&j|g2kG3ffiT GJITBT GiUT GCTTGTT GG§jG3iCG 



2420 



TCCTTGGC&GGJkGTTTTGTTGCBirGGTirCG 
&T CCT T GGC&GG JLGT T TIT GTT GC&T GGT IT CG 



* 2440 



2460 



CTTC^TBTAC^CGSBaGJlGGBE 
mTCTTCBTJlTaCSCGimaG^GG 



2480 




2540 



2560 



2580 



&&GGHT CHG2LT GCJmiLGGJICGCgaaGT GIF GC JO? CBJIKTCCT TCJiTIT GT GCHGGGG$2G^& 
&&GGIkT ClkGIkT GCB3yiGG3iCGCgfck&GTCT GC&T ClkZffiT CCT T CST T GTGC&GCGC |^g||& 
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Figure 9 

Alignment of MNT, BnARF2, OsARF2 proteins 



bCITwt :M 
BnflEF2 : 1 
OsflJRF2: 




20 



IFSS 




t| 





100 



VFYFPQGHIEQVEASpPHQ 
QGHIE QVB JLSjlijQ 



F75 




tyQITwt : 
BnftRF2: 
OS&RF2 : 



SKpfiLCK 




180 



200 



BU&KF2 : 
OS&EF2: 



SFCKTLT&SDTSTHGGFSYLRim^ 

SFCKTXiT HE DT S THGGF S VLRRH2¥D33 CIjPPIjDIs^PbQpP T QEX1?MQXLH 
SFCKTLT ASDT STHGGFSYLRRH^ECMPILI^^ 




240 



260 



Mil Twt : iT 



Ert&RF2 : i 
OsAEF2 : i 



IFRGQP RRHIiXiQ S GWS VF V S SKRLl?JiGDEFIFX»RGEHGEIj^¥G¥HR^MRQp^T V 
IFRGQPRRHLIiQSGWSYF¥SSKRXiV^^ 

IFRGQPRRHLLQS GWS YFVS SKRLlf J^GD^FIFXiRGElTGEIjRyGYRR^RGjJ^^ 



MNTwt : j| 
EnBRF2 : | 
OsftRF2 : i| 




360 



fcdCMTwt 

Bn.ftRF2 

OsSRF2 




380 



•Si^RSIiKVRWDE 




SpiERSI,K¥EiaDE 





400 



420 



440 



fcdHTwt : Eg 
Bn2URF2 : || 
Os2iRF2 : S 



DRYSP 
DRYSP 
DRYSP 
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560 



felNTwt ; 
Bn&RF2: 




OsftEF2 : QFQj^-§SfiEHFSDPYYY¥ || 




600 



TDSH--12LHFW 



* 620 * 640 

En&RF2 : RA¥Tm^CTkg ^^^^ IRLiaH— 



660 




ttfNTwt : sfijfe* 
BnftRF2 : Pi§ 
OSMLF2 : TEGSGFKlf 




QP¥QTBCIPE¥ 



MNTwt : 
BnM*F2: 
OsftRF2: 



120 



ftfST&Gjg&TEH] 




NHi 
¥3K( 
&QQSS 




Bn&RF2 : 
OSSBLF2: 



7BQ 
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Figure 10 

Vectors used for cloning 



10A BJ60 



Notl,,3 



.EcoRI, 49 




.Sad, 320 



BJ60 

5167 bps 




Ncol 
Apal 
Bam HI 
HindHI 
Clal 
Smal 
Kpnl 
EcoRI 
Xhol 
Pstl 
Sail 
Ndel 
Sphl 
Notl 
Sacl 



2319 
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10B BJ40 



Sacl, 943 
$acll, .12508 I.Pstl, 961 
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10C pFGC5941 



mas 3* 
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10D pART7 



Not!, 5033 



/ 




Notl, 2855 
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0E BJ36 



No«,3: S P el ' 37 
Nhel, 45 

i.Sph I, 53 




774 

Xfaal 

BamHI 

Hindlll 

Clal 

Smal 

Kpnl 

EcoRI 

Xhol 

Mlul 

Pstl 

Sail 

Ndel 

Nsil 

SpNI 

Notl 

Sad 

861 
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Figure 11 

Cloning strategy, Example 3 
Example 3a(i) 



Notl 
Ndel 
Pstl 



Notl 





mcs 


uidA 













BJ60 



Pstl 




Notl 




Notl 



Ndel, Pstl TT8 promoter 
excised from pGEMT 
and ligated into Ndel, 
Pstl-cut BJ60 









Sfl ' uidA * 1 




TT8-BJ60 



Example 3a(ii) 

Notl 




Ndel, Pstl TT12 promoter 
excised from pGEMT and 
ligated into 
Ndel, Pstl-cut BJ60 



TT12-BJ60 
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Example 3b(i) 

Notl 



35S NPTII ocs 



BJ40 



Notl 



Notl 





J. ■'■>■ lii^i^Hr-}' 


uidA 


: 




- _^ 


[ TT8-BJ60 







TT8-uidA excised from TT8-BJ60 with 
Notl and ligated into Notl-cut BJ40 



Notl 



c 



RB I 



UidA I 35S NPTII ocs 



TT8-uidA-BJ40 



Example 3b(ii) 

Notl 



35S NPTII ocs 



BJ40 




Notl 



Notl 

I 



uidA 



TT12-BJ60 



J 



TT12-uidA excised from TT12-BJ60 with 
Notl and ligated into Notl-cut BJ40 



Si rb uebs&b 


IHI-' -. uidA ' 


35S NPTII ocs 




i 


TT12-uidA-BJ40 
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Figure12 
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TT12::uidA 
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Figure 13A 

Cloning strategy, Example 4 



AscI 
Swal 



|lf | 



BamHI 
Xbal 













itron 


ocs MASdBAR MAS 3' 


|rb| 



PFGC5941 




AscI, Swal MNTi excised from 
pGEMT and ligated into AscI, Swal- 
cut pFGC5941 



AscI 



Swal 



BamHI 
Xbal 




intron 



MASp BAR MAS 3' 



■ rbI 



35S-MNTi-pFGC5941 



Xbal, BamHI MNTi excised 
from pGEMT and ligated into 
Xbal, BamHI-cut 35S-MNTi- 
pFGC5941 



Xbal 



BamHI 



MNTi-pGEMT 



35S 



intron Ij^lia ocs j MASp BAR MAS 3' 
35S-MNTi-inv MNTi-pFGC5941 



-rbt| 
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Figure 13B 

Plants transformed with the 35S::MNT RINAi vector 
Example 4 





35S::MNT RNAi line 3 
mean wt 34.8 fig 



35S::MNT RNAi line 4 
mean wt 36.7 |xg 
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Figure 14 

Cloning strategy, Example 5 



AscI 
Swal 



BamHI 
Xbal 



intron 



- 1 - 



MASp BAR MAS 3' 



■ rb| 



( 



|LB| 



35S 



pFGC5941 



) 




AscI, Swal Br* ARF2i excised from 
pGEMT and li gated into AscI, Swal- 
cut pFGC5941 



AscI 



Swal 



BamHI 
Xbal 




intron 



ocs 



MASpBAR MAS 3' 



|RB| 



35S-BnARF2i-pFGC59<41 



) 



Xbal, BamHI BnARF2i excised 
from pGEMT and iigated into 
Xbal, BamHI-out 35S- 
BnARF2i-pFGC5941 



Xbal 



BamHI 




BnARF2i-pGEMT 



IlbJ 


' 35S S 




intron , ffiwriA^ 




i~ ocs.-. 


MASp BAR MAS 3' 


RB| 




35S-BnARF2i-inv BnARF2i -pFGC5941 
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Figure 15 

Cloning strategy, Example 6 
Example 6a(i) 



|LB| 


35S 






intron 




ocs 


MASd BAR MAS 3' 


RBll 




35S-MNTi-inv MNTi-pFGC5941 



Ncol 



EcoRI, Ncol TT8 promoter 
exchanged for 35S promoter in 
EcoRI, Ncol-cut 35S-MNTi-inv MNTi- 
pFGC5941 




|LB| 


TT8d 


sms • 


intron 




MASd BAR MAS 3' 


rb| 



TT8-MNTi-inv MNTi-pFGC5941 



Example 6a(ii) 



I LB 



35S 



intron 



MASp BAR MAS 3' 



RB I 



35S-MNTi-inv MNTi-pFGC5941 



EcoRI, Ncol INO promoter 
exchanged for 35S promoter in 
EcoRI, Ncol-cut 35S-MNTi-inv MNTi- 
pFGC5941 





ij-smmmmmmmmmm 



MASp BAR MAS 3' 



rb| 



INO-MNTi-inv MNTi-pFGC5941 
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Figure 16 

Cloning strategy, Example 7 



Example 7a(i) 



iritron 



ocs IMASp BAR MAS 3' 



rbI 



35S-BnARF2i-inv BnARF2i-pFGC5941 



EcoRI, Ncol TT8 promoter 
exchanged for 35S promoter in 
EcoRI, Ncol-cut 35S-BnARF2Mnv 
BnARF2i-pFGC5941 



I LB ■ 



TT8p 




jjoclsIflMASp BAR MAS 3' 



RB | 



TT8-BnARF2i-inv BnARF2i-pFGC5941 



Example 7a(ii) 



■ lb 






t 


intron 




ocs 


MASd BAR MAS 3' 


RE I! 




35S-BnARF2i-inv BnARF2i-pFGC5941 



EcoRI, Ncol INO promoter 
exchanged for 35S promoter in 
EcoRI, Ncol-cut 35S-BnARF2i-inv 
BnARF2i-pFGC5941 



I LB | 




EcoRI 



Ncol 




!ii ocs IMASp BAR MAS 3' 



RB I 



INO-BnARF2i-inv BnARF2i-pFGC5941 
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Figure 17A 

Cloning strategy, Examples 8, 9 



Example 8a 



Notl 



Xhol 
BamHI 



Notl 



mcs 



pART 7 



Notl 



Xhol 



BamHI 





Notl 



C 



Xhol, BamHI MNT cDNA 
excised from pGEMT and 
ligated into Xhol, BamHI-cut 
pART7 



35S-MNT-pART 7 



Example 9a 



Notl 



Xhol 
BamHI 



pART 7 



Notl 



Notl 



mcs | ocs 



Xhol 



BamHI 





BnARF2-pGEMT 



3 



Notl 




Xhol, BamHI BnARF2 cDNA 
excised from pGEMT and 
ligated into Xhol, BamHI-cut 
pART7 
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Example 8b 

Notl 



35S NPTII ocs 



BJ40 



Notl 



W 5 ! I | 

Notl 



Notl 



35S-MNT-pART 7 



35S-MNT-ocs excised from 35S- 
MNT-pART7 and ligated into 
Notl-cut BJ40 





35S HnMPKSLocs 


35S NPTII ocs 


Iffl > 




35S-MNT-BJ40 





Example 9b 

Notl 



35S NPTII ocs 



BJ40 



Notl 



□ 


Eg 




35S 




Notl 



Notl 





3 






(PCS f 















35S-BnARF2-pART 7 



35S-BnARF2-ocs excised from 35S- 
BnARF2-pART7 and ligated into 
Notl-cut BJ40 



OCS 



35S NPTII ocs 



35S-BnARF2-BJ40 
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Analysis of wild-type plants transformed with the 
35S::MNT vector 
Example 8 



35S..MNT 






CONTROL^, 




wild-type Col-3 
mean wt 15.0 jitg 



J5^;;MA^riine2 
mean wt 28.7 jag 





3SS::MNT line 1 
mean wt 23.1 jxg 




J5S;;MATIine3 
mean wt 24.6 jig 



Semiquantitative RT-PCR 



w.t. 



35S::MNT line 1 line 2 



line 3 



.;..>„ 7 iv'",. ''''■>■ 



MNT cDNA (1.5 kb) 



GAPC cDNA (0.5 kb) 
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Figure 18 

Cloning strategy, Example 10 
Example 10a(i) 

Notl 
Ndel 
Pstl 
Xhol 



BamHI \ Notl Ndel Pstl 




Example 10a(ii) 



Notl 
Ndel 
Pstl 
Xhol 
BamHI 



Notl 



mcs 



ocs 



BJ36 



Notl 



Ndel 



Pstl 




Xhol 
BamHI 



Ndel, Pstl INO promoter 
excised from pGEMT and 
ligated into Ndel, Pstl-cut BJ36 



Notl 



^^^^^^^^^^^ ^^ ^ 



INO-BJ36 



pes 
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Example 10b(i) 



Notl 



Xhol 
amHI Notl 



3 



Xhol 



BamHI 




Xhol, BamHI MNT cDNA excised 
from pGEMT and Hgated into 
Xhol, BamHI-cut TT8-BJ36 




Example 1 0b(ii) 



Notl 



Xhol 
amHI Notl 




Xhol 



BamHI 



0 



MNT-pGEMT 



Xhol, BamHI MNT cDNA excised 
from pGEMT and ligated into 
Xhol, BamHI-cut INO-BJ36 
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Example 10c(i) 



Notl 




Example 10c(ii) 



Notl 



( 



| KB | 



35S NPTil ocs 
BJ40 



I LB I 



Notl 



• • • - ' 



Notl 



ocs 



INO-MNT-BJ36 



Notl 




INO-MNT-ocs excised from INO-MNT- 
BJ36 and ligated into Notl-cut BJ40 



35S NPTII ocs 



INO-MNT-BJ40 
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Figure 19 

Cloning strategy, Example 11 
Example 11a(i) 



Notl 
Ndel 
Mlul 
Xhol 
BamHI 



Notl 





mcs 







BJ36 



Ndel 



Mlul 




TT8-pGEMT 



Ndel, Mlul TT8 promoter excised 
from pGEMT and ligated into 
Ndel, Mlul-cut BJ36 



Notl 



Xhol 
amHI Notl 



ocs 



TT8 (Ndel Mlul)-BJ36 



Example 11a(ii) 



Notl 

Ndel 

Mlul 

Xhol 

BamHI 



Notl 





mcs 


ocs 





BJ36 



Notl 



Mlul 




Ndel, Mlul INO promoter 
excised from pGEMT and 
ligated into Ndel, Mlul-cut BJ36 



Xhol 



amHI 



Notl 




INO (Ndel Mlul)-BJ36 
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Example 11b(i) 

XI 



Notl 



Xhol 
amHI Notl 




TT8 (Ndel Mlul)-BJ36 



Notl 



TT8-BnARF2-BJ36 



Xhol 



BamHI 



G 




BnARF2-pGEMT 



□ 




Xhol, BamHI BnARF2 cDNA 
excised from pGEMT and 
ligated into Xhol, BamHI-cut 
TT8 (Ndel Mlul)-BJ36 



Notl 



ocs 



n 



Example 11b(ii) 

XI 



Notl 




Xhol 
amHI Notl 
















INO (Ndel Mlul)-BJ36 



Notl 



Xhol 



BamHI 





BnARF2-pGEMT 



Xhol, BamHI BnARF2 cDNA 
excised from pGEMT and 
ligated into Xhol, BamHI-cut 
INO (Ndel Mlul)-BJ36 



Notl 
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Example 11c(i) 

Notl 



r 



35S NPTII ocs 



BJ40 



Notl 



Notl 



WmmmmL mMft 



TT8-BnARF2-BJ36 



1 



Notl 



TT8-BnARF2-ocs excised from TT8-BnARF2- 
BJ36 and ligated into Notl-cut BJ40 





RB 






-T*iVMM : 


"ocs 


35S NPTII ocs 


|lb| 



TT8-BnARF2-BJ40 



Example 11c(ii) 

Notl 



35S NPTII ocs 



BJ40 



Notl 



3 



Notl 



Notl 




INO-BnARF2-ocs excised from INO-BnARF2- 
BJ36 and ligated into Notl-cut BJ40 







/j ^Hi^^ 


ocs ^ 



35S NPTii ocs 



INO-BnARF2-BJ40 
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Figure 20 

Cloning strategy, Examples 12, 13 
Examples 12a, 13a 



Notl 
Ndel 
Pstl 
Smal 
BamHI 



Notl 



mcs 



BJ36 



Notl 



Ndel 



Pstl 




Smal 

BamHI Notl 



Ndel, Pstl TT8 promoter excised 
from pGEMT and ligated into 
Ndel, Pstl-cut BJ36 




Repeat process with TT12, IIMO, BAN promoters 

Smal 

Nots BamHI Notl 




Notl 



Smal 
amHI Notl 



INO-BJ36 



Notl 



Smal 
amHI Notl 











BAN -B J 36 
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Examples 12b, 13b 

Sit 
Bja 



Notl 

L 



Smal 

mHI No*" 



TT8-BJ36 



Notl 



Smal 



BamHI 



G 



CYCD3;1-pGEMT 



Smal, BamHI CYCD3;1 cDNA 
excised from pGEMT and ligated 
into Smal, BamHI-cut TT8-BJ36 



Notl 



o 



ocs 



TT8-CYCD3;1-BJ36 



3 



Repeat process with IPT1, ANT, CYCB1;1 cDNAs and 
TT12, INO, BAN promoters 



TT8-IPT1-BJ40 

TT8-ANT-BJ40 

TT8-CYCB1;1-BJ40 

TT12-CYCD3;1-BJ40 

TT12-1PT1-BJ40 

TT1 2-ANT-BJ40 

TT12-CYCB1;1-BJ40 



INO-CYCD3;1-BJ40 

INO-IPT1-BJ40 

INO-ANT-BJ40 

INO-CYCB1;1-BJ40 

BAN-CYCD3;1-BJ40 

BAN-IPT1-BJ40 

BAN-ANT-BJ40 

BAN-CYCB1;1-BJ40 
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Example 12c, 13c 

Not! 



35S NPTII ocs 



BJ40 




Notl 




TT8-CYCD3;1-BJ36 



;'v 



Notl 

__L 



TT8-CYCD3;1-ocs excised from TT8-CYCD3;1- 
BJ36 and ligated into Notl-cut BJ40 



ocs 35S NPTII ocs 



Ilb| 



TT8-CYCD3;1-BJ40 



Repeat process with all BJ36 constructs shown in 
Example 12b 



TT8-IPT1-BJ40 

TT8-ANT-BJ40 

TT8-CYCB1;1-BJ40 

TT12-CYCD3;1-BJ40 

TT12-IPT1-BJ40 

TT1 2-ANT-BJ40 

TT12-CYCB1;1-BJ40 



INO-CYCD3;1-BJ40 

INO-IPT1-BJ40 

INO-ANT-BJ40 

INO-CYCB1;1-BJ40 

BAN-CYCD3;1-BJ40 

BAN-1PT1-BJ4Q 

BAN-ANT-BJ40 

BAN-CYCB1;1-BJ40 
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Figure 21A 





















TT8::uidA line 12 


TT8::CYCD3;1 line 11 


mean wt 15.1 jig 


mean wt 29.2 jug 





mean wt 28.1 jug 



KM 

■Ik % 



§1 




TT8::CYCD3;1 line 19 
mean wt 22.5 |xg 

Si 




TT8::IPT1 line 32 
mean wt 20.8 jig 



TT8::IPT1 line 38 TT8::IPT1 line 28 

mean wt 21.8 |ig mean wt 23.4 |xg 

>• -nip ■ 

1 iii 

H " 

TT8::IPT1 line 40 
mean wt 30.6 ug 





Distribution of seed weights in TT8::uidA (control), TT8::CYCD3;1, 
and TT8::IPT1families 



■ TT8::uidA 

^TT8::CYCD3;1 

^TT8::IPT1 




10.1-12.6-15.1-17.6-20.1-22.6-25.1-27.6-30.1- 
12.5 15 17.5 20 22.5 25 27.5 30 32.5 

mean seed weight fig 
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Figure 21 B 

Expression cassettes to increase seed size 



CONTROL 




am 



;. 2.:.., ..... ^ 

Col 

mean wt 17.7 (xg 




BAN::CYCD3;1 line 1 
mean wt 23,9 p,g 
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Figure 22 

Cloning strategy, Example 14 
Example 14a 



Notl 

Ndel 

Pstl 

Xhol 

BamHI 



Notl 



Ndel 



Pstl 



c 



mcs 



BJ36 




Notl 




Xhol 
amHI Notl 



Ndel, Pstl AP3 promoter 
excised from pGEMT and 
ligated into Ndel, Pstl-cut 
BJ36 











— > 


{ 


AP3-BJ36 





BamHI 



Example 14b 

Notl 




Xhol, Baml MNT cDNA excised from 
pGEMT and ligated into Xhol, BamHI- 
cut AP3-BJ36 



Example 14c 




AP3-MNT-ocs excised 
from AP3-MNT-BJ36 and 
ligated into Notl-cut BJ40 



ocs 



35S NPTII ocs 



AP3-MNT-BJ40 
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Figure 23 

Cloning strategy, Example 15 
Example 15a 

Notl 
Ndel 
Pstl 

Xhol . 



Notl 



Ndel 



Pstl 





mcs 







BJ36 




Notl 




Xhol 
amHI Notl 



C 



Ndel, Pstl AP1 promoter 
excised from pGEMT and 
ligated into Ndel, Pstl-cut 
BJ36 



AP1-BJ36 



Xhol 



BamHI 



MNT-pGEMT 



Example 15b 

Notl 



Xhol, BamHI MNT cDNA excised 
from pGEMT and ligated into Xhol, 
BamHI-cut AP1-BJ36 



Notl 



r 



AP1-MNT-BJ36 



Notl 



35S NPTII ocs 



BJ40 



Hi 



Example 15c 



AP1-MNT-ocs excised 
from AP1-MNT-BJ36 and 
ligated into Notl-cut BJ40 



ocs 



35S NPTII ocs 



AP1-MNT-BJ40 
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Figure 24 

24A Wild-type vs mnt-1 plants 




W.t. 



24B Wild-type vs mnt-1 stems, 
transverse sections 




WO 2005/085453 



PCT/GB2005/000857 



51/51 



Figure 25 

Cloning strategy, Example 18 
Example 18a 



Notl 
Ndel 
Pstl 
Xhol 
BamHI 



Notl 



Ndel 



mcs 



BJ36 



Pstl 

I 



LFY-pGEMT 



Notl 




Xhol 
amHI Notl 



Ndel, Pstl LFY promoter 
excised from pGEMT and 
ligated into Ndel, Pstl-cut 
BJ36 



Xhol 



BamHI 



Example 18b 

Notl 




Xhol, BamHI MNT cDNA excised 
from pGEMT and ligated into Xhol, 
BamHI-cut LFY-BJ36 



Example 18c 




I LB I 



LFY-MNT-ocs excised from 
LFY-MNT-BJ36 and ligated 
into Notl-cut BJ40 



PCS 



35S NPTII ocs 



LFY-MNT-BJ40 



